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Title: Sample Cell for use in cb g>fflif^ai nrr biQghgim' cal aggay g 

This invention relates to optical biosensors for determining 
analytes in solution, in particular to resonant optical 
biosensors • 



Many devices for the automatic determination of biochemical 
analytes in solution have been proposed in recent years. 
Typically, such devices (biosensors) include a sensitised coating 
layer which is located in the evanescent region of a resonant 

« 

field. Detection of the analyte typically utilizes optical 
techniques such as, for example, surface plasmon resonance, and 
is based on changes in the thickness and/or refractive index of 
the coating layer resulting from interaction of that layer with 
the analyte. This causes a change, eg in the angular position 
of the resonemce. 



One of the techniques which has been suggested for use in optical 
biosensors is frustrated total reflection. The principles of 
frustrated total reflection (PTR) are well-known; the technioue 
is described, for example, by Bosacchi and Oehrle [Applied Optics 
(1982), gl, 21S7-2173J. An FTR device for use in immunoassay is 
disclosed in US Patent 4,857,273 and comprises a cavity layer 
bounded on one side by the sample under -investigation and on the 
other side by a spacer layer which in turn is mounted on a 
substrate. The substrate-spacer layer interface is irradiated 
with monochromatic radiation such that total reflection occurs, 
the associated evanescent field penetrating through the spacer 
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layer. If the thickness of the spacer layer is correct and the 
incident parallel wave vector matches one of the resonant mode 
propagation constants, the total reflection is frustrated and 
radiation is coupled into the cavity layer. The cavity layer 
must be composed of material which has a-higher refractive index 
than the spacer layer and which is transparent at the wavelength 
of the incident, radiation. 



More recently, PTR biosensors have been described [see, for 
example, PCT Patent Application WO90/06503] in which the cavity 
layer is a thin film of relatively high refractive index 
material. Particularly in such cases it is generally desirable, 
for ease of handling, that the cavity layer be supported on a 
substrate, eg a glass chip or slide. 

A problem which is encountered with devices of this k±nd is 
related to the need to couple the exciting radiation into the 
substrate. This is conventionally performed by mounting the 
substrate on a glass prism or lens to which an appropriate thin 
layer of index-matching coupling agent, such as oil, water or 
glycerol, has been applied. Such devices are disclosed in, for 
example, British Patent Application Ko. 2197065 and European 
Patent Application No. 305109. Clearly, for routine applications 
the necessity of applying such a fluid to the surface of the 
prism before placing the substrate in position is a considerable 
disadvantage which considerably increases the chances of mistakes 
being made in the measurement, either through misuse of the 
apparatus or as a result of contamination of the oil, and hence 
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of erroneous results being obtained. Also, the level of skill 
required of the operator of the device is much greater than would 
otherwise be the case. 

We have now devised an improved form of resonant optical 
biosensor which overcomes or substantially mitigates the above 
disadvantages . 

Thxis according to the invention there is provided a sample cell 
for use in the qualitative or quantitative determination of an 

■ 

analyte, comprising a transparent block accommodating a resonant 
optical biosensor and having optical coupling means formed 
integrally therein. 

The device according to the invention is advantageous inter alia 
in that positioning of the sample cell in the detection apparatus 
does not require the application of an index-matching agent such 
as oil. The ease of use of the apparatus is thereby greatly 
increased and the potential for errors occurring as a result of 
misuse correspondingly reduced. The elimination of the 
requirement for the use an index-matching agent is also 
advantageous in that such materials are commonly toxic. 

It is preferred that the resonant ^ optical biosensor be 
accommodated at an upper portion of the transparent block/ the 
optical coupling means being formed integrally din a lower portion 
of the block. By "accommodated" is not necessarily meant that 
the biosensor is enclosed within the block or located in a well 



wo 91/13339 



PCr/GB91/00330 



4 

therein; the biosensor may, for example, be formed on a generally 
flat surface of the block. Similarly, by "sample cell" is not 
necessarily meant a container or well which holds a sample under 
test; the cell could, for example have a generally flat top 
surface to which a drop of san^le is applied. 

For routine applications it is envisaged that the sample cell 
would be a disposable unit, the cell being easily mounted on the 
detection apparatus and removed and discarded after use. 

* 

The transparent block may be of any suitable material which is 
transparent to the incident and reflected radiation ie which 
shows little or no absorptivity at the wavelength{s) of the 
incident radiation. For ease of manufacture, the preferred 
transparent materials are clear plastics . Suitable such plastics 
materials will be readily apparent to those skilled in the art. 

The resonant optical biosensor will generally comprise 

a) a cavity layer of transmissive dielectric material of 
refractive index nj, 

b) a dielectric substrate of refractive index n^, and 

c) interposed between the cavity layer and the substrate, a 
dielectric spacer layer of refractive index nj, 

the airrangement being such that, when the interface between the 

#" 

substrate and the spacer layer is irradiated with light such that 

total reflection occurs, the total reflection may be frustrated 

by the propagation of a resonant guided mode within the cavity 
layer . 
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In this context, 'light' may include not only visible light but 
also wavelengths above and below this range, eg in the ultra- 
violet and infra-red* 

Resonant propagation of a guided mode in the cavity layer will 
occur, for a given wavelength, at a particular angle of incidence 
of the exciting radiation • Thus, two basic measurement 
approaches are possible: scanning the angle of incidence at fixed 
wavelength or scanning the wavelength at a fixed angle of 

* 

incidence. The former approach, using monochromatic radiation, 
is preferred since it allows the use of a laser source, 
simplifying the problem of optical collimation, and avoids 
dispersion effects, thereby simplifying the analysis of the 
results . 

The angular position of the resonant effect depends on various 
parameters of the biosensor device, such as the refractive 
indices and thicknesses of the various layers. In general, it 
is a pre-requisite that the refractive index of the cavity 
layer and the refractive index n^ of the substrate should both 
exceed the refractive index nj of the spacer layer. Also, since 
at least one mode must exist in the cavity to achieve resonance, 
the cavity layer must exceed a certain minimum thickness. 

The cavity layer is preferably a thin-film of dielectric 
material. Suitably transmissive dielectric materials for the 
cavity layer include zirconium dioxide, titanium dioxide. 
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aluminium oxide and tantalum oxide 



The cavity layer may be prepared by known techniques, eg vacuum 
evaporation, sputtering, chemical vapour deposition or in- 
dif fusion. 



The dielectric spacer layer must also be suitably transmissive 
to the incident radiation and must have a lower refractive index 
than both the cavity layer and the substrate . The layer may, for 
example, comprise an evaporated or sputtered layer of magnesium 
fluoride. In this case an infra-red light injection laser may 
be used as light source. The light from such a source typically 
has a wavelength around 800 nm. Other suitable materials include 
lithium fluoride and silicon dioxide. Apart from the evaporation 
and sputtering techniques mentioned above, the spacer layer may 
be deposited on the substrate by a sol-gel process, or be formed 
by chemical reaction with the sxibstrate. 

The sol-gel process is particularly preferred where the spacer 
layer is of silicon dioxide. 

The refractive index of the substrate (nj must be greater than 
that (nj) of the spacer layer but the thic3cness of the substrate 
is generally not critical to the performance of the invention. 

It 

By contrast, the thictoess of the cavity layer must be so chosen 
that resonance occurs within an appropriate range of coupling 
angles. The spacer layer will typically have a thickness of the 
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order of several hundred nanometres, say from about 200niii to 
2000iim, more preferably 500 to ISOOnm, eg lOOOnm. The cavity 
layer typically has a thickness of a few tens of nanometres, say 
10 to 200nm, more preferably 30 to 150nm, eg lOOnm. 

It is particularly preferred that the cavity layer has a 
thickness of 30 to 150nm and comprises a material selected from 
zirconium dioxide, titanium dioxide, tantalum oxide and aluminium 
oxide, and the spacer layer has a thickness of 500 to 1500nm and 
comprises a material selected from magnesium fluoride, lithium 
fluoride and silicon dioxide, the choice of materials being such 
that the refractive index of the spacer layer is less than that 
of the cavity layer • 

Preferred materials for the cavity layer and the spacer layer are 
tantalum oxide and silicon dioxide respectively. 

The cavity layer is generally sensitised by having biomolecules , 
eg specific binding partners for the analytes under test, 
immobilised upon it. Suitable such binding pairtners and methods 
for their Immobilisation will be apparent to those skilled in the 
art. Each cavity layer may carry more than one sensitised area 
and each such area may be sensitised to the same analyte or 
different analytes. 

One form of optical coupling means which may be formed 
integrally in the transparent block is a grating. 
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The grating may be formed in a surface of the substrate opposite 
to that adjacent the spacer layer, or in an additional component 
bonded to that surface. The grating may, for example, be formed 
in a thin adhesive layer affixed to that opposite surface. in 
this case, the substrate may constitute, or be pairt of, the 
transparent block. 

Alternatively, the grating may be formed in the external surface 
of a separate transparent block to which the substrate is 
affixed. In this case, the transparent block is preferably a 
moulded article, eg of plastics material. 

An alternative, and preferred, form of optical coupling means is 
a prism. The prism preferably forms part of a moulded article, 
eg of plastics. The prism may have any conventional form, eg 
triangular, trapezoidal, rectangular or hemicylindrical . 

A sample well formed in the transparent block may act as a 
metering chamber. Ducts may be formed in the device along which 
sample may be conveyed to the sample well. Flow of the sample 
into the well may be facilitated by appropriate surface 
treatment, eg coating with a wetting agent. 

Where the resonant optical biosensor is accommodated within or 
on a moulded article, the substrate of the biosensor may be a 
chip of, for example, glass. This is preferably bonded to the 
moulded article, for instance at the base of a sample well formed 
therein, by means of a refractive index matching adhesive or 



4 
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fluid. 

As an alternative, the moulded article may itself constitute the 
substrate of the biosensor, the spacer layer and the cavity layer 
being deposited directly on the surface of the moulded article. 
This arrangement has the advantages of simplicity of manufacture 
and complete elimination of any need for potentially harmful 
index-matching agents. 

As well as accommodating the resonant optical biosensor, the 
moulded article may include features defining a sample well and 
may be appropriately shaped to facilitate handling^ 

In a particularly preferred embodiment the sample cell comprises 
a moulded transparent block upon which are coated the spacer 
layer and cavity layer of a resonant optical biosensor, the block 
fitting (eg by a snap- fit) a housing in which is formed a sample 
entry port, a sample chamber or duct being defined between the 
block and the housing. 

Blocks, eg prisms, for coating with the spacer layer and the 
cavity layer are preferably moulded as a wafer comprising a 
plurality of such blocks f rangibly coimected at their edges . The 
layers are preferably applied to the surface of the wafer and the 
individual blocks then separated. 

The sample cell according to the invention will generally form 
part of, or be used in association with, an apparatus comprising 
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a light source and suitable detection means . The sample cell may 
be located in an aperture in the housing of such apparatus. 
Suitable keying means may be provided to ensure proper 
positioning of the sample cell. 

Any convenient source of radiation may be used as the source of 
the incident light but, as noted above, it is preferable to use 
monochromatic radiation and the most convenient source of such 
radiation is a laser . The choice of laser will depend inter alia 
on the materials used for the various layers of which some 
examples have already been given. 

The scanning of angle may be performed either sequentially or 
simultaneously ie by varying the angle of incidence of a parallel 
beam of light or by simultaneously irradiating over a range of 
angles using a fan-shaped beam of light as described (in 
connection with surface plasmon resonance) in European Patent 
Application Ho. 0305109A. In the former case, a single-channel 
detector may be used which is mechanically scanned over a range 
of angles; in the latter case, in which a range of angles is 
irradiated simultaneously, it will generally be necessary to use 
a multi -channel detector having angular resolution. 

At resonance, the incident light is coupled into the cavity layer 
by PTR, propagates a certain distance along the cavity layer, and 
couples back out {also by FTR) . The propagation distance depends 
on the various device parameters but is typically of the order 
of 1 or 2mm. 
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In general, at resonance, the reflected light will undergo a 
phase change and it may be the angular position at which this 
phase change occurs which is detected. 

Changes on the surface of the cavity layer, eg binding of antigen 
to immobilised antibody, cause changes in the thickness of the 
layer of immobilised biochemicals and hence shift the angular 
position of the resonance. 

In some formats, there may also be a reduction in the intensity 

■ 

of the reflected light, eg if the immobilised species are 
absorbing at the wavelength of the incident radiation. In this 
case, this reduction in intensity may be used to monitor the 
binding processes. 

The invention will now be described in more detail, by way of 
illustration only, with reference to the acconqpanying drawings 
in which: 

Figure 1 is plan view of a sample cell according to the 

■ 

invention , 

Figure 2 is an end elevation of the sample cell of Figure 1, 

Figure 3 is a sectional view along III - III in Figure 1 showing 
the sample cell positioned within the housing of an analytical 
device , 
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Figure 4 is a view corresponding to Figure 3 of a second 
embodiment of sample cell according to the invention. 

Figure 5 is a view corresponding to Figure 3 of a third 
embodiment. 



Figure 6 is a view corresponding to Figure 3 of a fourth 
smbodiment. 

Figure 7 is a sectional view of a fifth embodiment in which a 
resonant optical biosensor is . formed directly on the surface of 
a moulded prism which is snap-fitted to a housing, and 

Figure 8 is a perspective view of a wafer used in the manufacture 
Of the prism of Figure 7, 

Referring first to Figures 1 to 3, a disposable sample cell for 
use in the determination of a biochemical analyte in solution 
comprises a moulded plastics block 1 defining a well 2 of square 
cross section. The block 1 is provided at one end with a handle 
3 for ease of handling. As shown in- Figure 3, located within the 
well 2 and bonded to the base of the well 2 by a layer of 
refractive index matching adhesive or fluid 4 is a resonant 
optical biosensor 5, 6, 7, 8. 

The biosensor comprises a glass chip 5 approximately 10 mm square 
and having a thickness of approximately 1 mm. a spacer layer 6 
of silicon dioxide is formed on the upper surface of the glass 
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chip 5 and has a thickness of approximately 700nni. Formed on the 
spacer layer o is a cavity layer 7 of zirconium dioxide 
(approximate thickness 40nirr) • The lamella structure is completed 
by a layer of immobilised biochemical species 8, the nature of 
which depends on the assay technique to be performed. The 
thicknesses of the various layers are shown only schematically 
in the various Figures, and not to scale. 

As can be seen from Figures 2 and 3, the lower portion of the 
block 1 is formed as a trapezoidal prism 9 . 

In use, the sample cell is located as shown in Figure 3 in an 
aperture in the housing 10 of an analytical apparatus containing 
appropriate irradiation and detection apparatus • A beam of 
monochromatic radiation from a laser (not shown) is incident upon 
the sample cell along the line of arrow A in Figure 3. The 
radiation is coupled into the biosensor by the prism 9 and is 
totally internally reflected at the interface between the glass 
chip 5 and the spacer layer 6- At a particular angle of 
incidence, the reflection is frustrated by resonant coupling of 
radiation into the cavity layer 7, which has a higher refractive 
index than either of the layers 6, 8 below and above it and 
therefore acts as a resonant cavity. At this angle the reflected 
radiation (arrow B in Figure 3) undergoes a phase change. 

The phase of the reflected radiation is monitored as a function 
of angle by a suitable detector (not shown) and the angle at 
which resonance occurs determined. After a sample containing the 
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analyte under test is contacted with the layer of immobilised 
biochemical species 8, the thickness and/or refractive index of 
that layer is altered, resulting in a change in the angular 
position of the resonance. The rate and/or extent of this change 
is monitored, providing a qualitative and quantitative indication 
of the presence of analyte in the sample. 

Figure 4 shows an alternative embodiment in which the prism 49 
is hemicylindrical . 

In the sample cell shown in Figure 5, radiation is coupled into 
and out of the sample cell by means of an input grating 51 and 
an output grating 52, both of which are formed in the under 
surface of the transparent block. 

Figure 6 shows a further embodiment employing gratings to couple 
radiation into and out of the biosensor. This embodiment differs 
from that of Figure 5 in that the first and second gratings 61, 
62 are provided not in the underside of the block but in a layer 
of film 63 affixed to the underside of the glass chip 64. 

Apertures 65, 66 are provided in the block below the glass chip 
-65 to permit entry and exit of radiation. 

In the embodiment of Figure 7, a trapezoidal prism 71 is moulded 
from clear plastics material and is coated with a layer of 
silicon dioxide 72 of approximate thickness 700 nm, a layer of 
zirconium dioxide 73 of approximate thickness 40nm and a layer 
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of immobilised biochemicals 74. The layers 72, 73 constitute the 
spacer layer and cavity layer respectively of a resonant optical 
biosensor. 

The coated prism 71 is snap-fitted into a plastics housing 75 in 
which are formed a sample entry port 77 connected to a capillary 
duct 78 formed between the upper surface of the coated prism 71 
and the lower surface of the housing 76 which terminates at a 
sample trap 79. An air outlet 80 is provided in the sample trap 
79. 

In use, the assembled unit 71, 75 is located in an aperture in 
the housing of an appropriate apparatus. The lower surface of 
the spacer layer 72 is irradiated with a beam of monochromatic 
radiation from a laser (not shown), total internal reflection 
occurring. The angular position of the resonance is determined 
as described previously. 

A patient's fingertip is punctured and a drop of blood expressed. 
The fingertip is inserted into the entry port 77 to transfer the 
drop of blood thereto. *he blood is conducted along the duct 78 
by capillary action from the ento^r port 77 across the surface of 
the coated prism 71, the excess sample being collected in the 
sample trap 79 . The extent and/or rate .of change of the angular 
position of resonance is monitored as described previously. 

Figure 8 shows a wafer 81 of transparent prisms used in the 
manufacture of the block 71 of Figure 7. The wafer 81 is moulded 
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as a generally square assembly of 3 x 3 trapezoidal prisms 
frangibly connected by relatively thin connecting sections 83 
such that one surface 84 of the wafer 81 is generally flat. The 
layers 72, 7'3, 74 of material forming an optical biosensor are 
applied successively to the flat surface 84 and the individual 
prisms separated and fitted into housings 76. 
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!• A sample cell for use in the qualitative or quantitative 
determination of an analyte, comprising a transparent block 
accommodating a resonant optical biosensor and having optical 
coupling means formed integrally therein. 

2. A sample cell according to claim 1, wherein the optical 
biosensor is accommodated at an upper portion of the block and 
the optical coupling means is formed integrally in a lower 
portion of the block. 

3. A sample cell according to claim 1 or claim 2, which is a 
disposable unit. 

4. A sample cell according to any one of the preceding claims, 
in which the transparent block is of clear plastics material. 

5. A sample cell according to any one of the preceding claims, 
in which the optical biosensor comprises a thin-film cavity layer 
of dielectric material. 

6. A sample cell according to any one of the preceding claims , 
in which the optical coupling means is a prism. 

7. A sample cell according to any one of claims 1 to 5, in which 
the optical coupling means is a grating. 



wo 91/13339 

PCr/GB91/00330 

18 

8 . A sample cell according to any one of the preceding claims , 
in which the transparent block is, or is part of, a moulded 
article . 



9. A sample cell according to claim 8, in which the moulded 
article constitutes a substrate of the optical biosensor. 

10. A sample cell according to any one of the preceding claims, 
which comprises a moulded transparent block upon which are coated 
the spacer layer and cavity layer of a resonant optical 
biosensor, the block fitting a housing in which is formed a 
sample entry port, a sample chamber or duct being defined between 
the block and the housing. 

11 . A method of manufacturing a sample cell according to any one 
of the preceding claims, which method comprises the steps of 
a) moulding from a plastics material of refractive index n, a 

wafer comprising a plurality of transparent blocks 
frangibly connected at their edges, 

applying a layer of dielectric material of refractive index 
ixj of thickness 200 to 2000nm to the surface of the wafer, 
being lower than Ui 

c) applying a layer of dielectric material of refractive index 
na, Uj being greater than n^, to the same surface of the 
wafer, and ' 

d) separating the individual transparent blocks. 

12. A method according to claim 11, in which the blocks are in 
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the form of orisms. 
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or prfofity data ind not In conAict with cna tPPjlutio; 
dtad to undaraund tho prindpla or tnaory undartftoo tha 
I nwa ntl on 

-X" documant of paitleufar ralavanca: tfta daUnad 

cannot ha conaldarad novat or cannot bo conaidarad to 
Involva an Invontiva atap 

documant of particular 'dayanca:' tha jtUlmjjd {"J^llS 
cannot ba conaidarad to Invdva an lft»antl*a atap 
documant la cembinad with ona or mora othor aoeh docu- 
manta, ouch combination balng ob«(o»a to a poraon auuao 
Inthaart. 
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zm internationalen Recherchen- 
bericht uber die Internationale 
Patentannieldung Nr. 



Afire 

to the International Search 
Report to the International Patent 
Application No. 

PCT/eB91/00330 SAE 451M 



ANNEXE 

au rapport de recherche inter- 
national relatif k la desiande de brevet 
international n* 



In dieseia Anhang sind die Hitglieder 
der Paten tfaai hen der io obenge- 
nannten internationalen Recherchaibericht 
angefuhrten Patentdokuioente angegebs). 
Oiese Angaben disnen nur zur Unter- 
riditung und erfolgen ohne Sewahr, 



This Annex lists the patent fanily 
aeabers relating to the patent doctunents 
cited in the above-sentioned inter- 
national search report. The Office is 
in no Nay liable for these particulars 
ifdiidi are aiven oerely for the purpose 
of infarfflation. 



la Recherchsibericht 
angefuhrtes Patentdolauient 
Patsit docuaent cited 
in search report 
Docuinent de brevet citd 
dans le rapport de recherche 



Oatua der 
Veroffentlichung 
Publication 
date 
Date de 
publication 



La pr#5Site annexe indique les 
sentsres de la faaille de brevets 
reiatifs aux docuaents de brevets citte 
dans le raiiport de recherche inter- 
national vis^ ci-dessus* Les reseione- 
fflents fournis sent donnte A titre indica- 
tif et n'engageit pas la re5ponsibiIit§ 
de r Office. 



Mitglied(er) der 
Patsitfaailie 
Patent faaily 
ssBberfs) 
^tefflbre(s) de la 
faaille de brevets 



Datua der 
Veroffentlichung 
Publication 

date 
Date de 
publication 



EP-Al- 305109 



01-03-89 



WO-Al- 840257S 



05-07-84 



AU-Al- 
AU-B2- 
FI-AO- 
FI-A ■ 
GB-AO- 
JP-A2- 
US-A - 
BB-AO- 
GB-AO- 
2A-A - 



'21109/Sa 

• 602423 
' 883868 
' 883868 
■ 8720854 

• 1138443 

• 4997278 

• 8719885 

• 8807334 

• 8806068 



GB-AO- 
AT-E ■ 
AU-Al- 
AU-B2- 
CA-Al- 
DE-CO- 
EP-A2- 
EP-A3- 
EP-Bl- 
JP-T2- 
NO-A - 
NO-B ■ 
NO-C - 
US-A ■ 



• 8301021 

34467 
^24106/84 

• 570425 

• 1237645 

• 3376685 

• 112721 
' 112721 

• 112721 
■60500309 

• 843322 
' 164444 
. 164444 
^ 4931384 



23-02-89 
11-10-90 
19-08-88 
23-02-89 
14-10-87 
31-05-89 
05-03-91 
30-09-87 
27-04-88 
26-04-89 



1 6- 02-83 
15-06-88 

17- 07-84 

17- 03-88 
07-06-88 
23-06-88 

04- 07-84 
01-08-84 

18- 05-88 
07-03-85 
20-08-84 
25-06-90 
03-10-90 

05- 06-90 



EP-A2- 257955 



02-03-88 



EP-A3- 257955 
GB-AO- 8620193 
JP-A2-63075542 



12-04-89 
01-10-86 
05-04-88 



US-A - 4877747 



31-10-89 



EP-A2- 
EP-A3- 
GB-AO- 
GB-AO- 
GB-Al- 
GB-B2- 
JP-A2- 



202021 

• 202021 

• 8509492 

• 8608449 

• 2173895 

• 2173895 
'61292045 



20- 11-86 
24-05-89 
15-05-85 
1 4-05-86 
22-10-86 

21- 06-89 

22- 12-86 



